Supplementary Figure S1. Ectopic expression of GLUT1 promotes the Warburg effect in cells. (a)
Ectopic expression of GLUT1 in H1299 and p53-/-MEF cells detected by Western-blot assays. Cells were transduced with pLPCX-Myc-GLUT1 expression vectors or control pLPCX vectors, and the expression of Myc-GLUT1 in cells was detected with an anti-Myc antibody by Western-blot assays at 48 h after transduction. (b-d) Ectopic expression of GLUT1 in H1299 and p53-/-MEF cells promoted glucose uptake (b), glycolytic rate (c) and lactate production (d). Cells were transduced with pLPCX-Myc-GLUT1 expression vectors (GLUT1) or control empty vectors (Con) , and analyzed at 48 h after transduction. Data are presented as mean ± SD (n=3). *: p<0.005; two-tailed Student t-test. Figure S2 . Mutp53 promotes GLUT1 translocation to the plasma membrane in p53 R172H/R172H mice. Higher endogenous GLUT1 levels on the plasma membrane (PM) in lung and small intestine tissues of p53 R172H/R172H mice compared with p53-/-mice as measured by Western-blot assays. The PM protein Na + /K + ATPase was used as a loading control, and Calnexin was used as a negative control for the PM fraction. Total: whole cell lysates. Six mice/group were used for assays and data from 3 mice/group were presented.
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Supplementary Figure S3. Mutp53 promotes GLUT1 translocation to the plasma membrane and the Warburg effect through activation of RhoA in SK-BR3 cells. (a)
Knockdown of RhoA by shRNA vectors largely abolished the promoting effect of R175H mutp53 on endogenous GLUT1 translocation to the plasma membrane (PM) in SK-BR3 cells. Cells were stably transduced with shRNA vectors to individually knock down mutp53 or RhoA, or to simultaneously knock down mutp53 and RhoA. Total: whole cell extracts. (b) Knockdown of RhoA by shRNA vectors largely abolished the promoting effect of R175H mutp53 on the translocation of Myc-GLUT1 to the PM in SK-BR3 cells. Cells were transduced with pLPCXMyc-GLUT1 vectors at 48 h before immunofluoroscence staining followed by analysis in a flow cytometry. The Myc-GLUT1 levels on cell surface were normalized with the total Myc-GLUT1 levels in cells, which were not affected by mutp53. (c) Knockdown of RhoA by shRNA vectors largely abolished the promoting effects of R175H mutp53 on glucose uptake, glycolytic rate and lactate production in SK-BR3 cells. Two different shRNA vectors against p53 or RhoA were used in a-c and similar results were observed. For the sake of clarity, results from one shRNA vector were presented. Data are presented as mean ± SD (n=3). *: p<0.005; two-tailed Student ttest. 
Supplementary
Supplementary Figure S6. Mutp53 promotes GLUT1 translocation to the PM and the Warburg effect through ROCK activation in SK-BR3 and MDA-MB468 cells. (a)
The ROCK inhibitor Y27632 largely abolished the promoting effect of endogenous mutp53 on GLUT1 translocation to the PM in SK-BR3 and MDA-MB468 cells. Total: whole cell extracts. SK-BR3 cells were treated with 10 M Y27632 (+Y27632) and MDA-MB468 cells were treated with 20 M Y27632 for 6 h before assays. (b) Y27632 (10 M for 6 h) largely abolished the promoting effect of R175H mutp53 on the translocation of Myc-GLUT1 to the PM in SK-BR3 cells. (c) Both Y27632 treatments (20 M for 6 h) and ROCK1/2 knockdown by siRNA largely abolished the stimulating effect of endogenous R273H mutp53 on Myc-GLUT1 translocation to the PM in MDA-MB468 cells. Cells were co-transfected with siRNA against ROCK1 and ROCK2, respectively, to knock down ROCK1 and ROCK2 (ROCK1/2). The knockdown of ROCK1/2 was confirmed by Taqman real-time PCR assays as shown in Supplementary Fig. S5d . (d) Y27632 (10 M for 6 h) largely abolished the promoting effects of R175H mutp53 on glucose uptake, glycolytic rate and lactate production in SK-BR3 cells. (e) Both Y27632 treatments (20 M for 6 h) and ROCK1/2 knockdown by siRNA largely abolished the stimulating effect of endogenous R273H mutp53 on the Warburg effect in MDA-MB468 cells. In c, e: Two different siRNA oligos against ROCK1 and ROCK2, respectively, were used, and similar results were obtained. For the sake of clarity, results from one siRNA oligo were presented. Data are presented as mean ± SD (n=3). *: p<0.005. #: p<0.01; two-tailed Student ttest. MEF cells. The phosphorylation of ERK1/2 at Thr202/Tyr204 was measured by Western-blot assays. Mutp53 did not clearly increase the phosphorylation of ERK1/2 at Thr202/Tyr204 in these cells. (c) Blocking the AKT signaling by Wortmannin and LY249002 did not clearly affect the promoting effect of mutp53 on glucose uptake in H1299 cells. Cells were treated with 1 M Wortmannin or 15 M LY249002 for 3 h before assays. Control group was treated with DMSO (Dimethyl sulfoxide). (d) Blocking the ERK signaling by U0126 and PD98059 did not clearly affect the promoting effect of mutp53 on glucose uptake in H1299 cells. Cells were treated with 2 M U0126 or 10 M PD98059 for 2 h before assays. Control group was treated with DMSO. Data are presented as mean ± SD (n=3). *: p<0.005. #: p<0.01; twotailed Student t-test. Figure S8 . The regulation of GLUT1 protein levels and translocation to the plasma membrane by IGF-1 and insulin in H1299 cells with or without expression of mutp53. (a) IGF-1 and insulin increased the total GLUT1 protein levels in both p53-null H1299 cells and H1299 cells with expression of mutp53. Cells were serum starved for 12 h before cells were treated with IGF-1 or insulin for 10 min, 4 h and 8 h, respectively. Total GLUT1 protein levels in cells were increased at 8h but not at 10 min or 4 h after treatments as measured by Western-blot assays. Results for 10 min and 8 h were presented. (b) IGF-1 and insulin promoted Myc-GLUT1 protein translocation to the plasma membrane in both p53-null H1299 cells and H1299 cells with expression of mutp53. Cells were transduced with pLPCX-Myc-GLUT1 expression vectors for 48 h before cells were serum starved for additional 12 h and then treated with IGF-1 or insulin for 10 min, 4 h and 8 h. Data are presented as mean ± SD (n=4). P<0.05 (control group vs IGF-1 or insulin group for each cell line at each time point); two-tailed Student t-test.
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